Comparison of fluorescence intensities of corticosterone and cortisol in a variety of concentrations of sulphuric acid to ethanol has led to the finding that corticosterone gives several times as high fluorescence as cortisol in reagent consist ing of 6:4(v/v) sulphuric acid and ethanol, while it produces low fluorescence in comparison with cortisol in 9:1(v/v) sulphuric acid-ethanol reagent. This dif ference in fluorescence intensity ratio of corticosterone to cortisol has been utilized in the present method, which permits simultaneous estimation of corticosterone and cortisol in plasma with an accuracy suitable for physiological studies. (1)
METHOD AND RESULTS

Preliminary experiments
From (1) and (2) Accuracy. The accuracy of the present method was examined by measuring the recoveries of corticosterone or cortisol added to plasma in 82 samples. The results are shown in Table 1 . The mean recoveries were between 83 and 97%, throughout the whole range tested. Specificity. In order to evaluate the specificity of the present method the fluorescence intensities of various steroids were measured by using the present method and compared with that of cortisol. It was found that deoxycorticosterone , 11-dehydrocorticosterone, 11-dehydrocortisol, 11-deoxycortisol , pregnenolone, pro gesterone, dehydroepiandrosterone and 4-androstene-3, 17-dione gave negligible fluorescence in comparison with cortisol. 
DISCUSSION
The method described in this paper consists of three steps. The first step of the procedure, involving the washing with iso-octane, the extraction with methylene chloride and thee washing with dilute NaOH, was copied from the method of Silber et al. 4 In the second step, in order to remove interfering substances completely, the washed methylene chloride extract was dried and the residue was chromatographed on a silica gel column after being dissolved in chloroform. Separation of corticosterone and cortisol by a silica gel chromato graphy, as was done by McLaughlin et al.5 was not performed in the present method, since in using the latter technique corticosterone and cortisol were found to be separated only unsatisfactorily in my own experience . In the last step of the present method fluorescence development in two different sulphuric acid ethanol reagents was made to estimate differentially corticosterone and cortisol . by the present study.
